a b s t r a c t Nanomaterials such as nanostructured surfaces, nanoparticles, and nanocomposites represent new viable sources for future therapeutics for cardiovascular diseases. The special properties of nanomaterials such as their intrinsic physiochemical properties, surface energy and surface topographies could actively enhance desirable cellular responses within the cardiovascular system, projecting a growing potential for clinical translation. Recent progress on nanomaterials opened up new opportunities for treating cardiovascular diseases. Successful translation of nanomaterials into cardiovascular applications requires a comprehensive understanding of both nanomaterials and biomedicine, and, thus, it is critical to stress current advancements on both sides. In this review, the authors introduced crucial fabrication techniques for promising nanomaterials for cardiovascular applications. This review highlighted the key elements to consider for their fabrication, properties and applications. The important concerns relevant to cardiovascular nanomaterials, such as cellular responses to nanomaterials and the toxicity of nanomaterials, are also discussed. This review provided an overview of necessary knowledge and key concerns on nanomaterials specific for treating cardiovascular diseases, from the perspectives of both material science and biomedicine.
Introduction
Cardiovascular diseases (CVDs) are one of the major causes of human death worldwide and responsible for more than 17.7 million deaths in 2015, according to world health organization [1] . CVDs are also a major health concern in the United States of America. It has affected the lives of 85.6 million Americans [2] . In 2011, CVDs led to more than 596 thousand deaths and was the top cause of death in the United States of America [3] . Due to the high incidence of CVDs, the need for developing effective treatments for CVDs is urgent; and motivates the research and development of biomaterials for cardiovascular applications. The application of cardiovascular biomaterials has gained great success in the past. For example, coronary artery stent, a device mostly made of medicalgrade metallic alloys, significantly improved the treatments for heart attack by providing mechanical support to the narrowed vessels. In the year of 2007, about 560,000 surgeries for placing coronary arteries stents were performed in the U.S. [4] . Such examples indicate a few of many successful biomaterials. A broad range of applications in CVDs is now investigated and translated within the field of cardiovascular engineering and regenerative medicine, and much of their success is heavily rooted in advancements in biomaterials science. Such applications include, but are not limit to the targeted drug delivery, CVD diagnosis, and the repair and regeneration of the cardiac tissues. It is clear that biomaterials are at the core of further progress for CVD treatments.
Nanomaterials presented unprecedented opportunities for overcoming the limits of conventional biomaterials. The development of nanostructured surfaces, nanoparticles, and nanocomposites could greatly improve the performance of conventional biomaterials [5, 6] . Moreover, the progress in the field of nanomaterials can inspire a number of new therapeutic strategies which could revolutionize the treatment of CVDs. Nanomaterials have size features ranging from the protein level (a few nanometers) to cellular level (sub-micron size), mimicking the extracellular matrix and microenvironment for the cells and hierarchical tissue structures [5e8] . On the other hand, nanomaterials have significantly different physicochemical properties compared with conventional materials. Their high surface to volume ratio, high surface energy and activity, as well as altered wettability could profoundly influence the adhesion of proteins and the activities of cells [5,6,9e13] . Moreover, nanomaterials can achieve certain therapeutic functions that would be rather difficult to achieve using conventional biomaterials. Nanoparticles, for instance, can act as drug carrier that can travel through the endothelium of blood vessels. If properly functionalized, they can also enter cells via the internalization processes and then deliver the pre-loaded drugs or genes. In addition, some nanoparticles can be used as contrast agents for magnetic resonance imaging (MRI) and many other bioimaging technologies. None of these missions could be easily accomplished using conventional materials.
Nanomaterials are particularly useful in cardiovascular applications, where they demonstrated potentials across several applications. Firstly, controlling topographical cues of nanostructured surfaces can selectively direct cell activities [14e20] . This capability of cellular guidance is very useful in certain cardiovascular applications where promoting functions of some type of cells while suppressing activities of another type of cells are preferred. For example, the implantation of coronary stents usually leads to neointimal hyperplasia [21, 22] . Promoting adhesion and functions of endothelial cells while suppressing smooth muscle cells may facilitate healing process and endothelial layer formation while inhibiting excessive neointimal formation [21, 22] ; therefore, selective cell stimulation could potentially lead to a better and faster endothelialization. In addition to nanoscale surface features, nanoparticles can serve as a platform carrying multiple functional groups and provide exciting opportunities for potential cardiovascular applications. Such nano-platform can integrate the functions of targeting, imaging and therapeutics in one particle. Moreover, recently-developed nanocomposites can use nanoparticles as a key component to greatly enhance the mechanical and biological performances of current cardiovascular implants and devices [23e26] . Integrating nanoscale components of different chemical compositions, distinct size, morphologies and functions into a matrix material, for example, polymers is a controllable and reliable approach to obtain complementary properties desirable for medical needs.
Nanomaterials are the potential game-changer in many aspects of treatments for CVDs. Breakthroughs in nanomaterials could greatly enhance the efficacy of treatments that use biomaterials and could even provide innovative therapies. Much progress has been made in the past decades to apply nanomaterials and nanotechnologies to the field of CVD treatments, but their full potential remains largely unexplored considering that nanoscience has been continuing to advance swiftly [27e29] . This review article intends to bridge the needs in CVD treatments with the innovations of nanomaterials and provides an overview on recent key development, considering comprehensive reviews on current progress of nanomaterials with specific focuses on CVD treatments are missing in existing literatures. On this ground, this review will introduce three categories of mostly-studied cardiovascular nanomaterials: nanostructured surfaces on biomaterial, nanoparticles and nanocomposites. We will discuss the fabrication for these nanostructures and relevant principles from the material science perspective, and their applications with an emphasis in the treatment of CVDs.
Nanostructured surfaces for cardiovascular applications
Creating nanofeatures on surface is a promising approach to improve biological performances of medical implants to realize certain therapeutic objectives. The surface of biomaterials provides an interface between human body and implants. Nanofeatures on materials surface directly interact with proteins and biological molecules inside the body because of similar dimension, and thus influence the biological responses at the cellular and tissue level. The advances in nanofabrication and nanotechnologies enabled the precise creation of various nanostructures on materials surface for therapeutic devices, such as reservoirs for cells [14e16] or drugs [30] . The specially modified nano-surfaces, therefore, could potentially induce desirable biological responses to the implants. Nanostructures have unique surface and physicochemical properties that can greatly improve the biological performance of biomaterials; such properties include surface energy, surface area to volume ratio, surface roughness, wettability, and reactivity. The nanostructured surfaces can be categorized into "random nanostructures" and "well-ordered nanostructures". The ordered surface nanostructures also possess unique surface energy, surface area, roughness, wettability and other physicochemical properties similar to the random nanostructures. However, the ordered surface nanostructures have additional influences on cell activities which cannot be achieved by any random nanostructures, e.g. improving cell alignment based on the principle of contact guidance [31] .
Introducing nanostructured surface to conventional materials that have been used in FDA-approved medical implants and devices is also considered to be less risky while keeping their desired therapeutic functions, from the regulatory point of view such as FDA, when compared with a brand new material that has never been used in approved implants. The development of new materials and drugs usually involves high risks and requires massive efforts toward FDA approval. For example, current drug-eluting stents face the late complications because of the side effects of anti-inflammatory and anti-proliferative drugs which delay endothelialization [22,32e34] . In this case, whether nanopatterning on a well-known safe material (approved by FDA for medical uses) could potentially replace the anti-proliferative drugs or not surely deserves intensive investigations.
Physicochemical properties of nanostructured surfaces
It is well known that nanomaterials have a significantly increased surface area to volume ratio as well as surface energy when compared with conventional materials. For nanostructured surface and nanoparticles, for example, the surface area will increase in several orders of magnitude when the size feature of unit nanostructure or particle reduces from macro-size level down to nano-size level while the bulk mass and chemical composition remain unchanged. The surface energy will also increase as a consequence of greater surface area and more broken bonds at nano-surfaces. The presence of nanofeatures could also significantly increase nano-scale roughness.
Wettability is another important property that may change mainly by nanostructured surface. Wettability, or hydrophilicity/ hydrophobicity, is usually quantified by water contact angle measurements. Significantly increased surface roughness could have complicated effects on surface wettability. Reports on some materials suggested that water contact angle usually increases on rougher surfaces in a certain range, but for highly hydrophilic surface, a rougher surface at the nano-scale could lead to lower contact angle [35, 36] . Creating nano-scale structures on hydrophobic materials could make them more hydrophobic, while creating nano-scale features on hydrophilic materials could make them more hydrophilic.
Fabrication approaches for nanostructured surfaces
Fabrication approaches to engineer nano-to submicron-structures on materials surface have been developed and studied for many years, but most methods have been focused on or originated from electronic materials. In the field of biomaterials, nanostructured surface is an emerging area that has attracted increasing attention in recent years [15,20,37e42] . In the early years of studying nanostructured surface for biomedical applications, chemical etching was utilized as an easy method to produced random nanostructures on material surface [43] . In terms of generating a more delicate, well-defined and ordered structure, microfabrication and nanofabrication techniques originally established for electronic applications presented great potentials. Representative nanofabrication approaches, for example, nanolithography, laser writing, 3D printing, electrochemical approaches, will be reviewed in this section, as summarized in Table 1 .
Chemical etching
Chemical etching is a simple but effective method to create nano-sized surface features on polymeric or metallic materials. For example, Tapha et al. [44] reported etching approach to obtain surface nanostructures. Specifically, sodium hydroxide (NaOH) was used to etch poly(lactic-co-glycolic acid) (PLGA) and polycaprolactone (PCL) to produce nanostructures on the surface, as shown in Fig. 1a [44] ; nitric acid (HNO 3 ) was used to etch poly(-ether urethane) (PU) to obtain nanostructured surface [44] . The etching process utilizes the hydrolysis of ester bond in the polymers [44] . The presence of acid or alkaline accelerated the etching process. In addition, NaOH etching was also used on magnesium [45] , a biodegradable metal promising for cardiovascular applications. The major advantage of this approach is easy and fast sample preparation, as well as its potential for scaling up to industrial production. Despite that the chemical etching approach usually generates a random topology and morphology, it can certainly achieve a high surface roughness, a high surface energy, a chemically-modified surface, and a drastically altered wettability in a relatively easy and affordable way [44, 45] .
Photolithography
Photolithography is a well-established approach for nanofabrication. Photolithography utilizes the photochemical reaction of a photoresist layer, that is, a layer of light-sensitive material. Specifically, an incident light is applied onto a photoresist layer with a mask shielding in between. The solubility of certain area where the photoresist is exposed to the incident light will increase or decrease due to the photochemical reaction. A following development process will leach out the more soluble area of the photoresist while keeping the less soluble area. The subsequent etching on the target materials beneath the photoresist layer could copy the same nanopattern from the photoresist layer. Unfortunately, photolithography is relatively difficult to be applied to polymers because it is rather difficult to control the etching process of polymers. This could limit the use of photolithography for cardiovascular applications where polymers often play important roles in drug delivery, cardiac patch, scaffolds and many other implantable devices.
The field of photolithography has progressed significantly in the past decades due to the demand of semiconductor industries. The incident light used for photolithography evolves from the originally ultraviolet (UV) ray to extreme ultraviolet ray [46, 47] and x-ray [48e50]. Such progress has pushed photolithography to a high level of fidelity, resolution and controllability even in the scale of tens of nanometer. For example, Fig. 1b [47] shows a well-organized nanoisland array which has a 50 nm periodic distance, which was fabricated by extreme ultraviolet interference lithography. For biomedical applications, some efforts were made to fabricate microscopic features on polymers [51e53], but the fabrication of nanostructures on polymeric surfaces remains a challenge for photolithography. Fortunately, photolithography on the surface of metals and alloys is very promising for cardiovascular applications due to its high controllability and versatility, especially for those alloy systems that attracted broad interests for biomedical applications, e.g. Ti alloys, Mg alloys and Zn alloys.
Capillary force lithography
Capillary force lithography (CFL) is a typical mold-based nanofabrication approach. It has a great flexibility, which allows for its application on various biopolymers. CFL is a simple and affordable patterning approach which can be applied to large areas [40, 54] . The fabrication process of CFL was thoroughly reviewed elsewhere [55] . Briefly, CFL utilizes the capillary force between the polymer and a nanopatterned elastomeric mold, e.g. polydimethylsiloxane (PDMS), to rise the polymer up toward the mold [55] . The capillary rise could occur after the polymer was softened by heating up to above its glass transition temperature T g [55] . CFL can be applied to either hydrophilic or hydrophobic polymers [55, 56] . For example, Yang et al. [40] fabricated a nano-to sub-micron parallel groove patterns on PLGA film using CFL, as shown in Fig. 1c [40] . The parallel groove and ridge were both 800 nm wide; and the ridge height was 600 nm [40] . The patterns successfully guided muscle cell orientation, changed morphology (elongation) and influenced cellular maturation [40] . Interestingly, the nanopatterned patch seeded with the nanopattern-tuned muscle cells showed great potential to facilitate myogenesis [40] . Liliensiek et al. [42] used CFL to create both parallel groove-and-ridge patterns and hole patterns of micron to sub-micron size on silicon, and found that the grooveand-ridge pattern could influence cell morphology, proliferation, direction and the rate of cell migration, while the hole pattern could influence cell proliferation and the rate of cell migration. Specific results of Liliensiek's experimental work were seen in the alignment and orientation of the different cell types [42] , including human dermal microvascular endothelial cells (HmVEC-d), human saphenous vein endothelial cells (HSaVEC-c), human umbilical vein endothelial cells (HUVEC), and human aortic endothelial cells (HAEC) [42] . The cell types were grown on the groove patterns with pitch size from 400 nm to 4000 nm, and greatest orientation and alignment of these cell types occurred on groove patterns with pitch size greater than 800 nm [42] . Interestingly, this study also found that the suppressing effect of HUVEC adhesion was possible for smaller grooves (pitch size < 800 nm), which suggested that the groove size should be carefully selected for controlling cell activities [42] . In summary, CFL can be used to fabricate micro-to nanotopographies for a variety of polymeric biomaterials. As an affordable and versatile approach effective on a large area, CFL should be considered as an efficient tool for making research models for studying nanopatterned biomaterials and scalable industrial productions for nanopatterned biomaterials or medical devices.
Direct writing
Direct writing is an emerging approach of free-form fabrication technology similar to rapid prototyping and additive manufacturing. However, in direct writing. The substrate is usually considered as a part of final product, which is different from rapid prototyping, or 3D-printing [57] . One of the fascinating features of direct writing is that it eliminates the need for substrate removal. Many applications do not require the substrates to be removed, such as surface modification where substrates are still necessary. It also avoids the use of supporting materials, which is timeconsuming to remove. Typically, direct writing utilizes droplet, energy beam, flow fluid or tip pen for patterning materials [57] . Various materials, including metals, ceramics, polymers and even living cells, could be printed via this technology [57] . Direct writing does not require a mask or mold, which further simplifies the process of fabrication [57] . Direct writing method is also widely open to do-it-yourself optimization based on specific applications. The key principles for a successful direct writing include (1) the choice of energy beam or tip pen to write features in nanoscale size with high precision and stability, and (2) transformation from directly-written drop to physically solid nanostructures. For example, Subbiah et al. [58] used a voltage-biased AFM (atomic force microscopy) tip to successfully write the word "NANO" with line features smaller than 100 nm (Fig. 1d [58] ). The materials were transferred from the tip to the surface of substrates by voltageinduced polymerization. In contrast, Maynor et al. [59] utilized a electrochemical AFM dip-pen to successfully draw 30 nm poly-EDOT nanowires. In this example, the transferring of liquid monomer to the surface of substrate relied on the chemical process occurring at the tip. In addition, Lai et al. [60] used electron beam to obtain 70e280 nm Cu nanowires. The electron beam induced the Cu deposition on the surface of the substrate. In these examples, the choice of the "pen", either a physical dip-pen or electron beam, is very critical to the quality of the written structures. In addition to the "pen", the appropriate chemical process which transforms the drop into solid nanostructures is also of great importance. In the above studies [58, 59] , monomers were first printed, and polymerization occurred either spontaneously [59] or subsequently [58] . For polymers, polymerization provides an excellent chemical process to directly write nanostructures. For metals, reduction reaction could be used to directly write nanostructures. Lai et al. [60] used electron beam to induce the reduction of Cu 2þ into Cu solid in the solution of CuSO 4 , which produced Cu nanowires. The design of chemical or physical process that results in final solid nanostructures should be taken into thorough consideration to achieve a successful direct writing fabrication. The applications of direct writing could potentially expand to many aspects of cardiovascular engineering. First, direct writing can fabricate diverse microfluidic systems that mimic microvascular networks in the body [61, 62] , which was thoroughly reviewed previously [63] . Second, direct writing is a promising technique to fabricate polymer scaffolds for biomedical and tissue engineering applications [64, 65] . The future direction of direct printing is very likely to be printing cells directly. For example, human cardiac progenitor cells were successfully printed to form a construct for treating cardiac tissue damage [66] . These successful applications of direct writing open a window to new structures for cardiovascular applications.
Anodization
Anodization is an electrochemical approach used to generate nanopores, nanotubes and other nano-sized features on metallic surfaces. For example, Lei et al. anodized Mg in a potassium hydroxide (KOH) solution to obtain nano-scale porous structures [67] . The most successful creation of anodized nanotubes is on titanium (Ti) alloys and aluminum (Al) alloys; and Ti alloys are more suitable for biomedical applications than Al due to the lower toxicity than Al. Synthesis and applications of TiO 2 nanotubes have been thoroughly reviewed previously [68, 69] . The anodic growth of TiO 2 is a highly-controllable process, which allows to fabricate well-defined nanotubes with different pore size. For example, Fig. 1e [14] showed a successful anodization of TiO 2 nanotubes with pore sizes ranging from 15 nm to 100 nm. Anodized TiO 2 nanotubes on Ti alloys provide multiple functions for biomedical applications. For example, these nanotubes could be used for directing cell behaviors [14e16] or used as drug reservoir for delivering drugs [30] . Interestingly, anodized Mg nanotubes were rarely reported. The difficulties in fabricating MgO nanotubes on Mg surface partially come from the fact that it is difficult to form a compact MgO oxide layer Mg, and formation of a compact oxide layer is indispensable for the anodic growth of nanotubes [69] . Additionally, it is important for the anodic growth of nanotubes that transition from metal to metal oxide during anodization should undergo a volume expansion [69] , which is not likely to occur on Mg. Interestingly, in an attempt by Turhan et al. in 2010 [70] , mixed morphologies of fluorine (F)-containing MgO nanopores and nanotubes on the surface of Mg alloy were produced using anodization in a nonaqueous electrolyte, i.e. hydrofluoric acid (HF)-added ethylene glycol. This work is the closest one to ordered nanotubes on anodized Mg alloy to date, but it still suggested the big challenge to create well-defined, well-organized and self-ordered nanotubes with high-fidelity and high purity on Mg surface using anodization process. Lack of a dense oxide layer and low volume expansion during anodization must be addressed in order to produce desirable nanotubes on Mg, and the use of new electrolyte and different Mg alloy system may provide some hope for future studies.
Nanostructured surface and cell behaviors
In the body, cells naturally interact with its surrounding environment, i.e. extracellular matrix. The chemical composition, physicochemical properties and topographical cues of the surrounding environment all play very important roles in cell-material interactions. For nanostructured surface, their various characteristics can mediate proteins and affect cell adhesion, proliferation, differentiation and phenotype [5, 6] . These characteristics include surface energy, surface area, surface roughness, wettability, electrical charge, topography, morphology, chemical composition and mechanical properties. For example, a nanorough surface was found to attract more vitronectin on surface and resulted in greater cell adhesion [71] . When it comes to specific applications, such effects should be considered thoroughly and properly. For example, enhanced adhesion of certain cells could be a favorable or an adverse event depending on the applications. For cardiovascular stents, increased adhesion of endothelial cells is desired for fast endothelialization, while promoted adhesion and growth of smooth muscle cells may lead to excessive formation of neointima that could block vessel lumen [21, 22] . All these factors should be taken into consideration when designing nanostructures for cardiovascular applications.
In addition to altered physicochemical properties by nanostructures, topography itself has been known to have certain biological effects. Many studies have been carried out to reveal the biological influences of topographies on different materials. For example, Pan et al. [17] reported that Pt-coated 50 nm nanodot array on Si wafer greatly increased the spreading area and proliferation of cardiomyoblasts as compared with flat Si substrate, even though stiff Si wafers may not be desirable substrates for cardiovascular applications. Clearly, investigation of nanostructures directly patterned on clinically relevant biomaterials would be more useful for clinical applications. For example, Cipriano el al. [31] investigated parallel groove patterns on Ti substrates, and found that adhesion of bone marrow stromal cell greatly increased on the patterns with groove width of 500 nm and 750 nm; 5 mmwide groove was the most effective in orienting cell directions. They explained that two types of adhered cells co-existed: the cells adhered onto multiple grooves and the cells confined into single groove [31] . Cipriano et al. found that the cells tended to spread over multiple grooves when the groove width was smaller than 5 mm [31] . It was also revealed that the cells spread over multiple grooves were more parallel aligned along the groove when the groove width was smaller than 5 mm. This mechanism may also help explain endothelial cell responses to the grooved patterns on Ti reported by another study [38] . Both studies showed increased cell proliferation as the groove width decreased from micron level down to nanometer level.
In general, how nanotopography influences cell behaviors have not yet been fully established on cardiovascular-relevant biomaterials. Further comparison and mechanism study on various biomaterials at cellular and biomolecular levels are necessary. It is also important to take into consideration the role of physico-
Nanoparticles for cardiovascular applications
Nanoparticles showed promises in a variety of cardiovascular applications due to their unique properties. Unlike bulk implants, nanoparticles are mobile in both intra-and extra-vascular systems, which makes them suitable for selectively delivering drugs and/or serving as imaging agents. Like other nanomaterials, nanoparticles have special properties drastically distinct from their conventional counterparts. Nanoparticles have high surface energy due to their high surface area to volume ratio [5, 6] . For this reason, nanoparticles are in a high-energy state, tending to agglomerate together to reduce the energy [5, 6] . Thus, necessary measures must be taken to stabilize nanoparticles, and such measures include the use of surfactant, stabilizer, capping reagents, or adjusting the solvent conditions, e.g. pH and hydrophilicity/lipophilicity of the dispensing media [72] .
Nanoparticles are often used as platforms to be functionalized with other molecules. Multiple functions can be integrated to one nanoparticle. For example, nanoparticles could be conjugated with targeting ligands, such as peptide, to target morbid sites. Nanoparticles could also be conjugated with functional ligands to avoid rapid clearance and phagocytosis. For targeted drug delivery, the conjugated group of nanoparticles should be released in a controllable fashion, which requires special strategies for designing and engineering nanoparticles. Additionally, nanoparticles can be used to enhance biomedical imaging. For example, magnetic nanoparticles (MNPs) as contrast agents could improve magnetic resonance imaging (MRI).
For any nanoparticles designed for clinical applications, their interactions with cells and/or uptake by cells must be specifically considered and carefully studied. Once nanoparticles are able to enter human cells, new applications such as RNA detection and intracellular DNA delivery become possible. Different nanoparticles could have different mechanisms of entering different types of cells; in general, cells could internalize nanoparticles by the process of endocytosis, phagocytosis and pinocytosis, which has been thoroughly reviewed elsewhere [73, 74] . Endocytosis and phagocytosis are the specific pathways dependent on protein and receptors, while pinocytosis is a non-specific pathway that happens when cells absorb nearby liquid [73, 74] . The presence of both specific and non-specific internalization pathways indicates that most nanoparticles could enter the cells [73, 74] . Fig. 2a [75] and 2b [76] are the two examples of internalized nanoparticles located inside cells. The efficacy of cellular uptake of nanoparticles depends on many factors, including surface charge, density, decoration, size, shape, morphology, agglomeration of nanoparticles, and so on. For example, Chithrani [77] investigated how size and shape of gold nanoparticles affected cellular uptake by HeLa cells, as shown in Fig. 3 [77] . The size and aspect ratio were found to greatly influence the uptake of gold nanoparticles into HeLa cells, with maximum uptakes were reached at the size of 50 nm and aspect ratio of 1:1 [77] .
Fabrication approaches for nanoparticles
Fabrication of nanoparticles includes two important steps: synthesis of nanoparticles with desired size and shape, and functionalization of nanoparticles with appropriate surface decorations. Selection of fabrication methods in each step is largely dependent on the material design of nanoparticles and their intended applications. Table 2 4 , in water at 160 C, and in the presence of a surfactant, sodium bis(2-ethylhexyl)sulfosuccinate in a sealed pressure vessel. The produced Fe 3 O 4 nanoparticles had a diameter of around 27 nm [84] . In another study, Zhou et al. [85] synthesized Fe 3 O 4 nanoparticles using emulsion method in an oil-in-water two-phase solution. Specifically, Fe 2þ and Fe 3þ salts were dissolved in the aqueous phase and mixed with cyclohexane which was the oil phase [85] . The pH of this oil-in-water emulsions was then increased to 13.5, resulting in the precipitation of Fe 3 O 4 nanoparticles with an average size smaller than 10 nm, as well as a better uniformity than the control Fe3O4 nanoparticles prepared from conventional aqueous precipitation [85] . In addition to Fe 3 O 4 nanoparticles, MgO nanoparticles, which is promising for biomedical applications due to its anti-bacterial property [86] , were synthesized using sol-gel method [87] or precipitation method [88] . Wet chemistry method has also been widely used for the synthesis of hydroxyapatite (HA) nanoparticles. For example, Liu et al. [89] used the sol-gel method to prepare HA nanoparticles. Wang et al. [90] synthesized HA nanoparticles using hydrothermal precipitation method. Cao et al. [91] and Sun et al. [92] synthesized HA nanoparticles using precipitation methods. A recent study [93] synthesized hierarchical nanostructures on HA microspheres, which could promote protein absorption, promising for drug delivery applications.
Functionalization of nanoparticles
The ability to be conjugated with multiple functional groups has greatly extended the potential of nanoparticles in biomedicine. The methodologies for functionalizing nanoparticles and related applications have been thoroughly reviewed elsewhere [94e96]. Gold nanoparticles, for example, have attracted broad interests for functionalization due to its chemical stability. The conjugated groups are supposed to complete certain missions due to their unique properties. Such missions include, but not limited to targeting cells [97, 98] , improving the cellular uptake of the nanoparticles, carrying and releasing therapeutic agents or genes [99] . The functional groups can be conjugated via physical absorption [94e96,100] or chemical bonding [94e96,100] . The chemical bonding attracted more interests due to stronger adhesion and stability. The "chemical-bond bridge" between nanoparticles and functional groups could be produced by either replacing the existent ligand, e.g. the surfactant, with new ligand, or adding the new ligand [94e96,100]. An example of successful gold nanoparticle functionalization is reported in the work of Polizzi et al. who fabricated monolayer-protected gold clusters (MPCs) capable of releasing nitric oxide (NO) [99] , which facilitates many physiological processes and supports the healthy function of the cardiovascular system [101] . A scalable fashion of controlled release of NO between 0.007 and 0.386 micromole per milligram was achieved by chemically binding gold nanoparticles with polyamine [99] . Thus, functionalization of nanoparticles is effective in enhancing the performance of nanoparticles and expanding their applications.
Polymeric nanoparticles
Cardiovascular engineering and regenerative medicine employ a range of different nanoparticle types, fabrication methods, and uses for future medical applications. While there are many types of nanoparticles in use, polymeric nanoparticles are of key interest based on their tunable properties, and potential for reabsorption within the body. They can be free floating, or coupled with another material, for example, as reported in the work of Meslmani et al. [102] . The focus of their research was to immobilize poly(lactic-coglycolic) acid (PLGA) on polytetrafluoroethylene (ePTFE) films as a promising material for developing vascular grafts [102] . The researchers used this approach to develop a potential vehicle for delivery of specific molecules; such as antithrombotic drugs to act in opposition to the regular side effects of thrombosis [102] . Another method for incorporating polymers with nanomaterials for cardiovascular applications is seen in the work completed by Ahadian et al. The focus of the research was to develop a scaffold composed of polyester and carbon nanotubes [103] . One of the favorable characteristics associated with this approach is the increase in stability and electrical conductivity when carbon nanotubes are included in the composite material, which enables future applications in cell-cell coupling [103] . Clearly, there is still much to room to develop additional polymeric nanoparticles for cardiovascular applications and with the positive effects observed in composite materials [103] . Future research is needed to promote successful applications of polymeric nanoparticles in cardiovascular treatments.
Nanoparticles for the diagnosis of cardiovascular diseases
Nanoparticles can be used in many diagnostic applications of CVDs because it can be engineered to target specific morbid sites while being detected. An example is the use of nanoparticles in the early diagnosis of atherosclerosis. Atherosclerosis often leads to myocardial infarction and stroke, but it could be identified in early stage by detecting inflammatory level. The success of an early diagnosis massively depends on the noninvasive diagnosis in the early stage. To achieve this goal, Nahrendorf et al. [104] fabricated monocrystalline magnetic nanoparticles (MNPs) for detecting vascular cell adhesion molecule-1 (VCAM-1), an indicator of inflammation. The multivalent MNPs in this study were decorated with peptide that could target the MNPs to the cells that were expressing VCAM-1 [104] . The MNPs can determine whether the inflammation is occurring and what was the degree of it, providing an opportunity to identify atherosclerosis in its early stage [104] . A vehicle for site specific targeting and delivery within the heart, post MI [146] Lecithin VEGF Pluronic F-127 Core/Shell
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Modified mRNA Increase the potential of gene therapy to improve cardiovascular regeneration [148] In the domain of MRI diagnosis, the merits of nanoparticles have been exploited as well. Nanoparticles could be ideal contrast agents for MRI which have targeting function. The general idea is to transport nanoparticles to the target site and have the density and position of nanoparticles detected in MRI. MRI technology combined with nanoparticles is less invasive than traditional biopsy method. A successful example is the imaging of rejection site after transplantation of rat cardiac allograft [105] . Kanno et al. [105] fabricated a novel dextran-coated ultrasmall superparamagnetic iron oxide particles. The macrophages were successfully labeled by the MNPs, and the signal generated by MNPs indicated the location and degree of rejection [105] . Considering macrophages can be successfully detected, the foreign body responses and inflammatory responses may also be evaluated in many other cardiovascularrelevant conditions in the future using similar approaches. It is safe to say the nanoparticles hold tremendous potentials to enable new diagnostic methods for cardiac and cardiovascular applications.
Nanoparticles for targeted drug delivery
Nanoparticle platform has big potential to realize targeted drug delivery for their superior multi-functionality. Carrying and releasing drug, and targeting the morbid site are the most essential functions for a successful targeted drug-delivery nanoparticle. For example, Polizzi et al. [99] fabricated functionalized gold nanoparticles for controlled release of nitric monoxide (NO). They achieved the tunable releasing profile by choosing different ligand [99] . NO can mediate endothelium and vascular smooth muscle cells functions [101,106e108] . It was shown that NO-releasing polymers inhibit DNA synthesis of smooth muscle cells [109] .
Nanoparticles combining imaging and therapeutic functions are often termed as theranostic nanoparticles, which could help to realize the concept of personalized medicine. They are usually designed as a platform with functional groups integrated. For example, McCarthy et al. [110] conjugated a photosensitizer to a dextran-coated magnetofluorescent nanoparticle targeting plaque macrophages. The photosensitizer could release oxygen singlet upon light of certain wavelength range, and the released oxygen could kill macrophages [110] . This detecting and killing of macrophages were quite significant for the future diagnosis and therapy of atherosclerosis [110] . It can be predicted that the integration of imaging and therapeutic functions in one nanoparticle platform could empower many successful applications in targeted drug delivery.
Apart from conjugating therapeutically functional groups to the drug-loading nanoparticles, the drug can also be encapsulated by nanoparticles. Liposomes are an ideal candidate for encapsulating drugs. Danenberg et al. [111] studied a liposomes nanoparticles with clodronate encapsulated inside. This in vivo studies in rat and rabbit models demonstrated that this drug release system significantly reduced neointimal hyperplasia after balloon injury.
Instead of being a platform for functional groups, some nanoparticles themselves possess therapeutic efficacy. For example, silver nanoparticles were reported to be anti-platelet, depending on particle size [112] ; MgO nanoparticles were found to have antibacterial properties [86] , which could reduce infections associated with medical implants and devices. These nanoparticles can be used as therapeutic agents and delivered by matrix materials.
Toxicity of nanoparticles and nanomaterials
Nanoparticles possess attractive properties for increasing efficacy of cardiovascular treatments; however, it is vital to fully understand cytotoxic effects associated with their use. The toxicity of nanoparticles should be particularly considered due to its mobility in circulation throughout the human body, an essential difference from the other two categories of nanomaterials reviewed in this paper, i.e., nanostructured surfaces and nanocomposites. The toxicity of nanocomposites could largely ascribe the toxicity to their nanoparticle components when a well-known biocompatible material is used as the matrix, for example the polymers that have been used in FDA approved products. While the use of nanoparticles in cardiovascular applications remains a growing field, recent studies have indicated specific cytotoxic effects associated with cardiovascular system upon exposure to different varieties of nanoparticles [91,113e117] . For example, studies have shown that ultra-small superparamagnetic iron oxide nanoparticles (USPIO), composed of magnetite Fe 3 O 4 with <1.0% stabilizing ligands of poly ethylene glycol, have adverse effects on myocardium, e.g., thrombotic response in vivo, platelet aggregation in vitro with whole blood, DNA damage and increase of cardiac oxidative stress [118] . Such effects were discovered after a study intravenously introduced 4e5 nm diameter USPIOs at 0.4, 2, 10 micrograms/kg into mice; consequently, researchers assessed thrombotic response after the exposure time of one hour [118] . In addition to iron oxide nanoparticles, nano-sized zerovalent iron particles were also found to produce toxic results related to pulmonary and cardiovascular systems [119] . When nano-sized zerovalent iron particles were in the presence of a co-culture of human EA.hy926 vascular endothelial cells and human A549 alveolar epithelial cells, researchers found an increased level of oxidative stress in both cell types [119] . The researchers also found that inflammatory factors were increased within the alveolar epithelial cells [119] . Although Febased nanoparticles showed great potential for biomedical applications, their impact to human health and environment during their lifetime should be studied carefully and taken into special consideration before wide-spread use.
Carbon-based nanomaterials were also often associated with their safety concern, although carbon nanoparticles (CNP) and nanotubes (CNT) have received praise for their positive results in a myriad of medical and environmental applications. For instance, researchers found that the culture of aortic endothelial cells in proximity with either single wall CNT (SWCNT) or double wall CNT (DWCNT), decreased cellular viability [114] . And the administration of SWCNTs or DWCNTs, via pharyngeal aspiration in mice, elevated monocyte adhesion directly to endothelial cells, thus leading to atherosclerogenesis [114] . Formation of atherosclerotic plaques represents a dangerous path towards future cardiovascular diseases and dysfunction. In another study, researchers determined that the levels of acute phase response proteins (ARP) were significantly elevated by MWCNT [120] , and an increased ARP levels in plasma are considered an indication of danger of cardiovascular disease [121] . Aside from Fe-based and C-based nanoparticles, gold nanoparticles, which were widely regarded as "bio-inert" and "biocompatible", were also found to possibly damage DNA as shown in Fig. 2c1 and 2c2 [122] . In Fig. 2c2 , the DNA double-strands damage was stained and shown with green color in the presence of 0.4 M gold nanoparticles, while no damage was shown in the absence of the gold nanoparticles [122] .
Clearly, toxicity considerations are of the utmost importance when selecting any nanomaterial for applications in regenerative medicine and tissue engineering. From tissue level to cellular level, and even the intracellular environment and cell nucleus, the toxicity of nanoparticles remains a major concern to the use of nanoparticles. Even though the nanomaterial in question may have exceptional properties, such materials must first pass the test of toxicity before being used in any biomedical application. While many of the research findings and cardiotoxic effects detailed in this section may be the causes for concern, it is essential to remember that incorporating nanomaterials into cardiovascular regenerative treatments is still a relatively new field. To fully understand its toxicity, researchers should also look into many other topics about foreign body responses and immunological responses, particularly specified in hemotoxicity and inflammatory responses. These properties were thoroughly reviewed elsewhere [123e128] . Further researches will be needed to mitigate and address the concerns associated with toxicity.
Nanocomposites for cardiovascular applications
Single phase materials may not meet the stringent requirements for cardiovascular applications. Heart valve and cardiac patch are the two examples that require both good mechanical properties and biological performances. For example, heart valves need to tolerate repeating cycles of mechanical load for years and even lifelong, while at the same time, interact with biological environment. Foreign body responses, immunological responses and shearing force of flowing blood make the material interactions with cardiovascular systems complicated and raise a set of stringent criteria for the properties of materials. Nanocomposites may provide a chance to overcome the limit of conventional single-phase materials. A representative solution is to use nanomaterials as the second phase to reinforce matrix polymers. The second phase nanomaterials are supposed to tailor mechanical properties of matrix polymers, and may also tune the host responses to the materials. Fabrication of representative nanocomposite systems and their applications will be discussed in this section.
Fabrication approaches of nanocomposites
A typical nanocomposite material consists of a matrix material that could be metal, polymer, ceramic or a combination of any of them, and a functional component that is at nanometer size in at least one dimension. Fabrication approaches for nanocomposites mostly involve these key steps, e.g., preparing the matrix and nanoscale component, and dispersing the nanomaterial component into the matrix. Preparation for the nanoscale component is mostly similar to the fabrication approaches as described above in the synthesis of nanoparticles (see Table 2 ). After obtaining nanoscale component, the following step typically is to disperse the nanoscale components into the matrix. During dispersion, the formation of aggregates should be carefully avoided to maintain the nanoscale size of the dispersed phases in order to harvest the special properties of nano-features. Using surfactant could be an effective way to keep nanoparticles from aggregating, but surfactants may raise additional concerns on toxicity and requires additional studies on biocompatibility for biomedical applications [129] . Mechanical dispersion is a straightforward method that is widely used, since it breaks agglomerates by merely mechanical forces. A widely-used mechanical method is to use high-power ultrasonic energy to disperse ceramic particles, e.g. nanohydroxyapatite [130] or nano-TiO 2 [129] , into polymer matrix. The ultrasound provides adequately high energy to overcome certain aggregation of nanoparticles that does not involve strong chemical bonding, e.g., aggregation caused by physical interactions. Alternatively, electrochemical method is a well-controlled process to produce nanocomposites on a conductive substrate. For example, a polymer-based nanocomposite coatings reinforced by nanohydroxyapatite were successfully prepared on Mg substrates using electrophoretic deposition [131, 132] .
Nanocomposites for artificial heart valve
Heart valves allow unidirectional flow of blood in and out heart chambers. Malfunction of heart valve leads to severe health threat and even death. In such case, heart valve replacement surgery is needed. In addition to decellularized tissue, synthetic materials such as polymers, are often used to fabricate artificial heart valves. Due to the high requirements of mechanical properties and antiplatelet performance, nanocomposites become promising candidate materials. Integrating the reinforcing phase to polymer matrix could push the limit of performance of the sole polymer matrix, achieving both desired mechanical properties and biological performances.
Much progress has been made to engineer nanocomposites for artificial heart valves. For example, Kidane et al. [23] fabricated a polyurethane nanocomposite reinforced by polycarbonate soft segment and polyhedral-oligomeric-silsesquioxanes (POSS-PCU) nanoparticles. The POSS-PCU demonstrated impressive mechanical properties and antiplatelet properties as heart valve leaflets. Their results showed that POSS nanoparticles increased the tensile strength, the elongation at break, the Young's modulus and the tear strength of PCU at 37 C.
Despite that continuing enhancements of polymer-based materials have been made for artificial heart valves, mechanical failure still cannot be completely avoided because synthetic materials are essentially a target of foreign body responses [133] . Stiffening and tearing of artificial heart valves resulted from calcification are the major concerns [133] . Nanocomposites could significantly improve multiple properties as compared with a single phase material and provide an opportunity to address these problems; however, further research is still necessary to increase the efficacy of nanocomposites.
Nanocomposites for cardiac patch
Developing a bioactive and mechanically supportive construct to repair damaged cardiac tissue is absolutely vital. Cardiac patch is a scaffold designed to support and regenerate myocardium postmyocardial infarction, or other ischemic insult to the tissue. A cardiac patch should induce local cardiac tissue regeneration, so that the damaged heart can return to proper functions. Several aspects should be considered when designing a cardiac patch, including mechanical properties, hemocompatibility, antiplatelet property and the capacity of facilitating tissue regeneration. Cardiac patch can either be bioresorbable (temporary) or non-resorbable (permanent); the permanent patch will require secondary surgery to remove while the temporary patch could be resorbed naturally over time.
Various nanocomposites demonstrated their potentials for this application. For example, a carbon nanofiber-reinforced PLGA nanocomposite successfully promoted adhesion and proliferation of cardiomyocytes and neurons, and thus was promising to fabricate conductive cardiac patch with desirable host responses [24] . Also, Shevach et al. [25] fabricated a gold nanoparticles-reinforced polymer fibers scaffolds for the cardiac patch. Their gold nanoparticles were evaporated and deposited onto electrospun fibers composed of polycaprolactone and gelatin [25] . The nanoparticle/ fiber 3D composites significantly increased the amplitude and rates of contraction of cardiac tissues that were seeded and grown on them, suggesting their potential in the regenerative treatment of heart infarction [25] . Beyond serving as a structural supporting device, cardiac patches made of nanocomposites also have the potentials for cell delivery applications as studied by Chen et al. [26] . In their study, a Bioglass ® -reinforced poly(glycerol sebacate) (PGS) composite was fabricated and the Bioglass ® nanoparticles neutralized acidic degradation products of PGS, which increased the biocompatibility of the PGS matrix [26] . The reinforced nanocomposite was more suitable for cell delivery than plain PGS, attributing to the increased biocompatibility [26] .
Generally, adding biologically active components could enhance the overall performance of cardiac patches. Researchers have indicated that incorporation of proteins within a synthetic polymer can induce favorable biological responses to the patches [115e117]. For example, one group of researchers incorporated zien, a corn protein, into an electrospun PGS cardiovascular patch and improved the stiffness and water uptake of the patch [115] . Not just the mechanical and hygroscopic property can be enhanced, biological responses can also be tuned to a favorable direction by the nanocomposites consisting of biological components. Another study showed that the addition of silk to a decellularized cardiac tissue matrix can improve vascularization [116] .
Overall, nanocomposites constitute a promising approach to strengthening cardiovascular patch designs. Current progress of cardiac patch seemed promising, but the questions of "How do we increase the mechanical properties of the patch, while maintaining its overall bioactivity?" and "How do we scale up the patch from benchtop to bedside?" still lie ahead. However, nanocomposites may hold the key to future success and deserve extensive research and development in the future.
Conclusions
The treatments of cardiovascular diseases have been revolutionized by biomaterials-based technologies, including various devices and implants. Nanomaterials have already gained great success in many fields such as electronics and aeronautics. When nanomaterials are introduced to face biomedical challenges, essential breakthroughs could be expected because the efficacy of conventional materials can be significantly enhanced when they are transformed into nanomaterials. New strategies for different applications will emerge with the advancement of nanoscience and nanotechnologies. Predictably, the treatments of CVDs will be further improved and even transformed as more promises in nanomaterials are becoming reality. This review introduced the nanostructured surfaces, nanoparticles and nanocomposites for CVD treatments. We examined theoretical foundations necessary for understanding the field of nanomaterials in cardiovascular applications, and introduced important examples of cardiovascular nanomaterials that are inspiring to future work toward clinical translation. While clinical translation still remains in its infancy, nanomaterials will predictably yield a variety of treatments patients with CVDs. The future success of nanomaterials for treating CVDs could be largely dependent on exploring new solutions for current clinical challenges using nanomaterials, and establishing a more thorough understanding of interactions between material and human body. In addition to mechanical properties and toxicity, more characteristics of nanomaterials should be thoroughly considered for cardiovascular applications, such as anti-microbial properties, foreign body reactions and tissue-regenerating functions. The consideration of a successful biomaterial has also been extended from the sole bio-inertness to bioactivity, biodegradability and anti-infection. Nanomaterials are promising in the foreseeable future to address clinical challenges.
